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Figure S1. Expression of NTERM activates SIRT1-dependent activities
Acetylation of NF-κB p65 was monitored by Western blotting of whole cell extracts from HepG2 cells coexpressing SIRT1 or CTERM. (A) Expression of enzymatically active SIRT1 lowers acetyl-p65 levels in a concentration dependent manner. (B) Expression of the C-terminal domain SIRT1 has no effect on acetylation of NF-κB. Tubulin was used as a loading control and SIRT1 and SIRT1 are also shown. (C) The acetylation status of p53 expressed in HepG2 cells was monitored by Western blotting in cells co-expressing SIRT1or NTERM. Expression of NTERM causes deacetylation of p53 to the same extent as overexpression of SIRT1. Actin was used as a loading control and levels of NTERM and SIRT1 are also shown. (D) The means and standard errors are shown for 3 experiments normalized to total p53 and expressed as a percentage of the acetylated p53 in control cells. (E) Endogenous levels of SIRT1 remain constant after NTERM transfection. HepG2 cells were transfected with 0.1, 0.3 and 1 µg NTERM. Whole cell extracts were analyzed by immunoblotting with antibodies specific for SIRT1 and NTERM. Actin was used as a loading control. 
Supplemental Experimental Procedures Hepatocyte isolation and transfection
Primary hepatocytes were isolated from male mice following perfusion of the portal vein with a collagenase solution as previously described (Grimm et al., 2011) . SIRT1 and NTERM were overexpressed in freshly isolated primary hepatocytes by electroporation. One million cells per condition were combined with 4 µg of plasmid DNA encoding Myc-SIRT1, HA-NTERM, HA-NTERM-NLS, or HA-pCMV and 100 µl AMAXA Mouse Hepatocyte Nucleofector Solution (Lonza) then electroporated using the Nucleofector program H-26.
The electroporated cells were incubated in the cuvette for 15 min before addition of media. Cells were maintained in 6-well plates with 2ml DMEM containing 10% FBS and penicillin-streptomycin.
Gene expression analysis
Total RNA was extracted from cultured primary hepatocytes and whole liver samples using the RNeasy Mini Kit (Qiagen). cDNA was synthesized using the High Capacity cDNA Reverse Transcription Kit (Applied Biosystems). Real-time PCR analysis of Pepck or Scd1 expression was performed with an Applied Biosystems 7900HT (Grimm et al., 2011) or 7500 Fast Real-Time PCR System, respectively. Pepck or Scd1 expression in each sample was normalized to Gapdh and relative expression was determined with the comparative C T method.
Protein expression and purification
Sequences encoding residues 1-737 or 221-737 of murine SIRT1 were amplified by PCR then subcloned between the NdeI and XhoI restriction sites of pET28 (Novagen). SIRT1 proteins were expressed as 6-histidine-fusions in the E. coli strain BL21 (RIL) and purified using DE52 (Whatman), HisTrap (GE Healthcare), Mono Q (GE Healthcare), and Superdex 200 columns (Pharmacia). Sequences encoding residues 1-325 of human p65 were subcloned between the BamH1 and HindIII sites of a modified pET28a-pps where the kanamycin resistance cassette was replaced by ampicillin (Novagen). HIS-tagged fusions of the p65 protein were expressed in the E. coli strain HMS174 and purified using HisTrap (GE Healthcare), HiTrap SP HP (GE domains of murine or human SIRT1 were amplified by PCR and subcloned into Sal I and Bgl II restriction sites of the pCMV-HA or pCMV-Myc vectors (Clontech). For truncated SIRT1 proteins, an additional nuclear localization signal (MPKKKRK) was added to the 5' end of the gene. Full length Flag-tagged murine DBC1 was purchased from ORIGENE (cat. MR211192).
Enzymatic activity assay
The activities of recombinant SIRT1 and SIRT1(∆221) lacking the NTERM domain were compared for deacetylation of a substrate comprising residues 1-325 of NF-kB p65. The purified p65 protein was acetylated in vitro then incubated with SIRT1 or SIRT1(∆221). SIRT1-catalyzed deacetylation at residue Lys310 of p65 was monitored with a monoclonal antibody specific for the acetylated protein.
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